f , 1 o?^^s^z Hi^ydykf d^clari^ i^^^d stats as follows" 



biochemistry. ^ am curmntsy empbyeo as a professor (or Si Lou»3- 
University, ar^d liava worked at St Loyis Ur^lv^mty since 1992. My 
aducattenal background Includes a Bachelor of Sol^oc^ de^r^ in 
t^^e crK-j^^^k <c efiCi-s-j ny t^-? Un;v6-s;tv of Wroclaw me 

X. ^ ^ ^ ^ ^ ^ ' ^-^^ .nxj 

u\ T~Kh=-^>.\5 l-v--^v;v .n K-cV . H^^svd c^;so published 
Qv«s- 65 scientific papers and presented nymerou^ abstrao^ at 
snt6niatior;eisy aitenced rrR-H^ting§. Attaoliad le this declaration is a 
copy- of niy curficule vitae. 

2. I am a co-lr^wntor of y,S. Patent Appiscatlor^ Serial No. 10/539,107 
\ K ^ . ^ t.-^^ ^^^^ . . ^ \ 

lllliyacr^mpiesufes and Otiar Anaiytes/' in sfgiit of ry^y fsrst hand 

Nnowiisdge of ti^se '107 appiication and my knGwiedce of the stale of 
ihc fvri at the tsnie of tPe tilsnp ot the apo> oa~>o-^ ' v-\a^^~ ^n,- 
lyiowint: 

a. For a pve?? nyoleic mcM duplex, the free en^y depends or^ three 
factors? the ter^pefsture, th^ salt Goncer*tration, and the nticleot^de 
obnipositiPn of the difpiex, 

a . Claim 1 09 of the ^ 1 0 ? appiioation de^nea two of mesa three 
condllior^Sv lerfsperetiire and a^it oof^centr^tion. 

K Tl^« tem^>0rature myst h^ torn about a 1 «C to at3o^4 

4(>>C 

il. The eait concenfrallon must be from about ImM 
about lOOrny. 

b- The thi^Tl corKlltion (l.e, iba nypieotsde compox^itsor; oj the 
duplex), wooy be la) either kr^ow?^ hi a givar. ^^stuatior*. or (b) 
able to be determir-^ed usinri common s^sqoanoing 
teohr^otogy, 

O, Ba$ed on thesa li-sre.-^ c a- ^-"i ona of akill in the art 
wOMid be able to e>?per5mentaiiy calculate the free energy of 
anudeioaoiddupte. 



i. This would allov*.? om-s of e^iN in the art io daternih^e If a 
kno5A/n nucleic acid cfuple^K falfe withsn the cialrried 
range of about 5,6 kcal/moi to 8,0 kcal/snola, 
d. (Seneraily spea*Hing, there are two stops to calculating free 

i, Flrs-t, tne n^eNing cu've of a nudeic add duptesx is 
llllllllllllllll ie?iafated , The mslting cyj'^e is llie filatieinisriip of the 
di^sociatior^ of a nL.;csek" ackl <JypieM as a function of 

llllllllllllllllllll^ 

li Second. riic free energy 1$ detormined mathernetioaiiy 

from the moling curvo data- 
ii.. Both sMp^ w^ll known In tha art. By way of 
example, pfeas^ see SasitaL.MOl@ et al,., Bioci'^emistry 
(1996; 3555-02. 

4, The expesimeritoi n^etruxi outilnod abevo has been used to develop 
"nearest noiCh-Oor free energy pai-aniiiVters tnai can be u^efel tools 

IMM!£r'-~<'''^ -^^r.-^rgv Wsih^i.,-: nn to nvr\--f«^ the exr^riment 
These parameters, however, are only predictions. 

a, **Nearest neightjor" parameters are based on ihe p-emise 
that ihB free energy of a gsvon complerr^er^t&sry hase pair Is 
lllilllliisi'bajsed on the oontCKt of that base pair In the scrroyedingliiiiii 

lllliiiiiii^ l)ape/?sf no on expe/fnjerjral oorio?lioos, these param0tefi|||| 

. \ <";0 O V,* S - ^ \ 

i. These varlet.io,ris do not .r^eoessarily stem frorr) 
different ^^^^ofoaicy^atln§ frm energy, but 
rather, iKsm t^e eicp^litiantai conditions, as 
symmarized Ir^ Table 1 , and/or th« method used to 
^xtrapoiaie nearest neighbor parameters from the 
calculaled tree ene.:gy values. Theae variations 
resulted sn Ihe dsHeKi-^n r$ecu~est noig-i^or ;,n^"cr>k:sters 

c. ,As a result, a given set of r^earest neighbor p,^ian"!ete!"s are 
typically applicabie only tbr trse coridit;or;s i;sec to develop 
the parameters, and must be lurthe? r^iodifiod ussng 
mathematical estl.matior^s to account for differeut 
l.ernperah.ire or salt conr:;entratior^s. 

d Cogse<|^en^;yj,,||>^,m^t^ 

eil.eMtrai|o|a|edJ'r^^^^ 



-S, I Mther dedara that all steiemer^ts made herein of my o\A,^n 
keov^fledge are true and that all stateaient& made on ir^fo: matior? 



i^liil^r^; fel^iS^^sl fiols^i'tajsi^f ssrid tliat iH^se 

:;Slalifi^g:rii we^ire mads with th® knpwiadg^ t>sl wifyl Mis® 
statements and ths ^Ike so made are punlshabfe by fsne or 
imprisonfYH^nl, or both, under 18 U S,C. §1001 arsd thai such vvsHfui 
lBi$e $iatement$ rTwy jeopardke the vaiidrty the appNcatson or 
any paterit s^sui^^^g theraon. 
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1. ) U.S. Patent 6,544,746 B2 (Issued 04/08/2003), titled "A Rapid and Sensitive Proximity- 

based Assay for the Detection and Quantification of DNA Binding Proteins," Inventor: 
Tomasz Heyduk. 

2. ) U.S. Patent Application, Serial No: 10/062,064 (Filed 01/31/2002), titled "A Rapid and 

Sensitive Proximity-based Assay for the Detection and Quantification of DNA Binding 
Proteins," Inventor: Tomasz Heyduk. 

3. ) Canada Patent Application, Nationalized PCT, Serial No: not available (Filed 

08/02/2002), titled "A Rapid and Sensitive Proximity-based Assay for the Detection and 
Quantification of DNA Binding Proteins," Inventor: Tomasz Heyduk. 
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4. ) European Patent Application, Nationalized PCT, Serial No: 02806721.3 (Filed 

03/1 1/2004), titled "A Rapid and Sensitive Proximity-based Assay for the Detection and 
Quantification of DNA Binding Proteins," Inventor: Tomasz Heyduk. 

5. ) China Patent Application, Nationalized PCT, Serial No: 02815825.3 (Filed 08/02/2002), 

titled "A Rapid and Sensitive Proximity-based Assay for the Detection and Quantification 
of DNA Binding Proteins," Inventor: Tomasz Heyduk. 

6. ) China Patent Application, Nationalized PCT, Serial No: 03803174.4 (Filing date not 

available), titled "A Rapid and Sensitive Assay for the Detection of Quantification of 
Coregulators of Nucleic Acid Binding Factors," Inventor: Tomasz Heyduk. 
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08/02/2002), titled "A Rapid and Sensitive Proximity-based Assay for the Detection and 
Quantification of DNA Binding Proteins," Inventor: Tomasz Heyduk. 
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date not available), titled "A Rapid and Sensitive Proximity-based Assay for the 
Detection and Quantification of DNA Binding Proteins," Inventor: Tomasz Heyduk. 
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Heyduk, Ewa Heyduk. 
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16. ) U.S. Provisional Patent Application, Serial No: Not yet assigned (Filed 6/10/05), 
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18. University of Wisconsin-Madison, Madison, Wl (1997) 

19. Second International Assay Development for High-Throughput Screening Conference, 
San Diego, CA. (1998). 
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